We developed a 4-h nested polymerase chain reaction assay that detected a region of the plasminogen activator gene of Yersinia pestis in 100 of 43 Y. pestis strains isolated from humans, rats, and fleas yet was unreactive with the closely related species Yersinia enterocolitica and Yersinia pseudotuberculosis.
Rapid detection of Yersinia pestis with DNA probes is possible if suitable gene sequences, such as those encoding species-specific virulence factors, can be targeted (5) . In this report, we describe a polymerase chain reaction (PCR)-based procedure that detects Y pestis-specific plasminogen activator gene sequences present in bacterial isolates from humans, nonhuman mammals, and fleas.
All bacterial isolates except Escherichia coli HB101 were obtained as lyophilized cultures from the archived collection of the U.S. Army Medical Research Institute for Infectious Diseases, Fort Detrick, Md. These lyophilized cultures had been maintained in ultralow-temperature storage for periods of up to 46 years. The 43 Y. pestis isolates used in this study had been recovered from humans, nonhuman mammals, and fleas from diverse geographic locations throughout the world (Table 1) Y. pestis isolates tested by the two-step nested PCR procedure produced the predicted 458-bp amplification product (data for 12 representative amplifications are shown in Fig.  1B, lanes 7 to 18) . The nested PCR procedure required only 4 h to complete. Among these PCR-positive Y. pestis strains was one atypically urease-positive isolate. PCR amplification of the closely related specificity controls Y pseudotuberculosis and Y enterocolitica, as well as E. coli, with primers specific for plasminogen activator gene sequences in either one-step or nested two-step protocols (Fig. 1 , lanes 5 and 6 in both panels) failed to produce any product. However, PCR amplification of these two control bacteria with primers specific for the yopl gene of Y pseudotuberculosis and Y enterocolitica produced the predicted amplification product (data not shown). Host and vector control DNAs, purified from human lymphocytes, rat liver tissue, and total flea homogenates, were also subjected to PCR in the presence of Y pestis primers, with negative results (Fig. 1 
